Combinatorial Chemistry Online Volume 6, Issue 5, May 2004  by Terrett, N.K
Combinatorial Chemistry - An Online Journal 6 (2004) 17–20Combinatorial Chemistry Online
Volume 6, Issue 5, May 2004
N. K. Terrett
Pﬁzer Global R&D, Cambridge, MA 02139, USA1. Current literature highlights
1.1. X-ray crystallographic detection of ligands
Dynamic combinatorial chemistry (DCC) is an approach
to molecular recognition where speciﬁc members of a
combinatorial library are selected and ampliﬁed with the
use of a template. The principle diﬀerence between
DCC and traditional combinatorial chemistry is that the
reaction linking the building blocks together in DCC is
reversible and there is an ongoing interchange between
diﬀerent members of the dynamic combinatorial library
(DCL) under thermodynamic control.ADCL is thus able
to respond to molecular recognition events with a tem-
plate, such as a protein, which can stabilise a particular
member of the library and induce a shift in the equilib-
rium, favouring the formation of the selected species.
A complementary approach has now been reported in
which ligands are observed directly by X-ray crystal-
lography of a protein exposed to a dynamic combina-
torial library mixture.1 The approach outlined by the
authors was used to detect potent inhibitors of the cy-
clin-dependent kinase 2 protein (CDK2). A feature of
this technique is that the direct identiﬁcation of ligands
from the mixture of components in the DCL, and a
detailed binding mode can be deﬁned from the electron-
density maps. It has been established with both X-ray
crystallography and NMR spectroscopic techniques that
very small molecules (‘fragments’) with molecular
weights of between 100–200 are capable of binding to
proteins in a reproducible manner, even though their
intrinsic potency, as determined by in vitro biological
assay, is very weak (IC50 in the lm – mM range).
It has been postulated that fragments bound to adjacent
pockets within the active site of a protein could, in
principle, self-assemble to generate larger, more potentE-mail: nick_terrett@cambridge.pﬁzer.com
doi:10.1016/j.comche.2004.04.002ligands if they had appropriate chemical reactivities. To
explore this the possibility, CDK2 was used for a proof-
of-concept study. The ﬁrst studies were performed with
individual crystals of CDK2 soaked in reaction solutions
containing monomers (i) and the isatin (ii) which, under
equilibrium conditions, went on to form compounds of
general structure (iii). Compounds (iii) that were shown
to bind to CDK2 by X-ray crystallography, were then
resynthesised in solution and puriﬁed. The activity was
then determined in a CDK2 assay. One of the most po-
tent discovered was (iv) which possessed a IC50 of 30 nM.
This work has shown that it is possible to use X-ray
crystallography to detect potent small-molecule ligands
generated by DCL in situ and bound to a target protein.
This technology may be applicable to the discovery of
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The formation of new blood vessels (angiogenesis) is an
essential prerequisite for the growth of aggressive solid
tumours but a rare event in adult physiology. Overexu-
berant angiogenesis is a characteristic feature of blinding
ocular disorders (e.g. diabetic retinopathy and age-
related macular degeneration) and rheumatoid arthritis.
Markers of angiogenesis therefore represent an ideal
target for molecular intervention.
Fibronectin is a multidomain adhesive glycoprotein,
present in diﬀerent isoforms, that is abundant in plasma
and tissues. One of the extra domains, the ED-B do-
main, has a 91 amino acid sequence that is identical in
mouse, rat and human. ED-B-containing ﬁbronectin (B-
FN) has a restricted pattern of expression, being unde-
tectable in normal adult tissues and in mature blood
vessels, but accumulates in regenerating tissue around
new blood vessels. A recent study has identiﬁed lead
compounds speciﬁc to the ED-B domain of ﬁbronectin
using NMR screening of a small rationally designed
library of low molecular-weight compounds.2
A library of 113 compounds was synthesised in solution
and tested for binding, in mixtures of ﬁve compounds,
to 15N-labelled ED-B. The spectrum of each mixture was
recorded and compared with a reference spectrum of
15N-labeled ED-B. From this comparison, one mixture
was seen to produce a large resonance shift of the signal
from a single backbone amide group. Deconvolution of
this mixture and re-screening individually each of these
ﬁve compounds led to the identiﬁcation of the small
molecule (v) as the most potent binder to ED-B, binding
with a dissociation constant Kd in excess of 5 mM. This
work has provided a small molecule starting point for




2. A summary of the papers in this month’s issue
2.1. Solid-phase synthesis
A combinatorial library of isoxazoles has been prepared
by 1,3-dipolar cycloaddition on solid support.32.2. Solution-phase synthesis
The discovery of oxazolo-pyrimidines as structurally
novel adenosine kinase inhibitors has been reported.
High throughput derivatisation of the oxazolo-pyrim-
idine scaﬀold was performed using liquid phase parallel
synthesis techniques.42.3. Scaﬀolds for combinatorial libraries
The solid-phase synthesis of 3-alkyl-2-arylamino-3,4-
dihydroquinazolines using an N-Fmoc-b-amino-2-ni-
trobenzenepropanoic acid scaﬀold has been described.5
After Fmoc deprotection, the resin-bound scaﬀold was
reductively alkylated with aldehydes or ketones, fol-
lowed by reduction of the nitro group with tin(II)
chloride and subsequent cyclisation of the 1,3-diamine
intermediates with aryl isothiocyanates in the presence
of 1,3-diisopropylcarbodiimide (DIC).
Treatment of [1,3,5]triazine-2,4,6-tricarboxylic acid tri-
ethyl ester with arylhydrazines provided 5-amino-6-oxo-
1,6-dihydro[1,2,4]triazine-3-carboxylic acid ethyl esters.6
These building blocks served as starting points for the
syntheses of two discrete exocyclic 5-amido and 3-amido
compound libraries.
Tris-1,1,1-(hydroxymethyl)ethane was converted to a
series of mono- and disubstituted derivatives and the use
of this precursor as a scaﬀold for combinatorial chem-
istry has been demonstrated.7
Synthesis and characterization of several new anomeri-
cally pure galactose derivatives has been described.8 The
monosaccharides described contain selectively pro-
tected/deprotected hydroxyl functionalities at their
1,2,3,4- and 6-positions rendering them useful as build-
ing blocks for construction of branched oligosaccharides
libraries.2.4. Solid-phase supported reagents
Addition of an inexpensive polymer-bound chelate
phosphine to ring-closing metathesis reaction mixtures
eﬀectively removes coloured impurities and delivers
ruthenium-free reaction products.9
Commercially-available polymer-supported reagents
have been used to facilitate both cyclisation and puriﬁ-
cation in a robust one-pot solution-phase synthesis of 2-
amino-1,3,4-oxadiazoles directly from acylhydrazines
and isothiocyanates.10
Novel solid-supported phosphonate reagents have been
prepared and evaluated for the synthesis of, a, b-
unsaturated esters with a preference for the Z-alkene.112.5. Novel resins, linkers and techniques
An alkoxyacetyl group (AAc) group has been reported
to be an eﬃcient linker for high-throughput synthesis of
small molecules on a soluble polymer support.12 The
linker allows high-yield loading of alcohols and phenols
either by conventional carbodiimide-mediated esteriﬁ-
cation or transesteriﬁcation using Yb(OTf)3.
A novel linker for solid phase synthesis, incorporating a
pyridyl propionate system with a pendant b-silyl group,
has been described, which exhibits rapid cleavage under
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der acidic conditions.13
An extension of the T2 linker methodology by showing
its applicability as a photocleavable linker has been re-
ported.14 This linker, stable under a wide range of
conditions, is suitable for protected amino acid deriva-
tives, as well as simple small organic molecules including
resin-bound biotin.2.6. Library applications
A facile solid-phase methodology for the production of
cholesterol-based polyamines useful in mediating nucleic
acid delivery for gene therapy has been described.15 The
methodology is compatible with a range of polyamines
producing a library of lipids in excellent yields and purity.
In order to develop new tools for studying mucin-type
O-linked glycosylation, a 1338 member uridine-based
library has been prepared to identify small molecule
inhibitors of polypeptide N-acetyl-a-galactosaminyl-
transferases (ppGalNAcTs).16 Using a high-throughput
enzyme-linked lectin assay, two inhibitors of murine
ppGalNAcT-1 were identiﬁed that also inhibit several
other members of the family.
A library of constrained 9-mer and 13-mer peptides that
form stable folded structures has been screened for ap-
tamers that bind with high aﬃnity to the ﬂuorescent dye
Texas red.17 The peptides interact with distinct but
overlapping regions of Texas red.
New arylpiperazines related to buspirone, gepirone and
NAN-190 were designed and screened in silico for their
5-HT1A aﬃnity and potential sites of metabolism by
human cytochrome P450 (CYP3A4).18 Selected new
molecules were synthesized and puriﬁed in a parallel
chemistry approach to determine structure activity
relationships.
High-throughput screening of two million compounds
in 37 distinct encoded combinatorial libraries using FSH
receptor transfected cells provided small molecule ag-
onists.19 A focused combinatorial library with a total of
31,372 compounds was designed, synthesized, and
screened to reveal 72 novel biaryl FSH receptor agonists
as well as a unique combinatorial SAR.
Potent small molecule biaryl diketopiperazine FSH
receptor agonists have been discovered through the de-
sign, synthesis and evaluation of three biaryl diketo-
piperazine optimization libraries with over 300
compounds.20 These libraries were prepared via solid-
phase parallel synthesis using a cyclization-release
method.
Highly active ﬂuorescent compounds having kappa
opioid activity have been identiﬁed following the
screening in a kappa-speciﬁc radioligand binding assay of
a positional scanning tetrapeptide combinatorial library
in which every tetrapeptide was ﬂuorescently labelled.21Parallel synthesis of C-terminal-modiﬁed DAPT deriv-
atives was accomplished by condensation of a polymer
bound N-acylamino acid with several amines.22 Among
the analogues synthesised, a benzophenonemethyl
amide derivative showed 30 times more potent activity
than the original DAPT.
A combinatorial hexapeptide library was synthesized on
a TentaGel NH2 resin using the one-bead one-sequence
protocol and a unique peptide sequence of HGGHHG
discovered from screening this library showed an ability
to chelate a transition metal on a chip better than hexa-
His peptide.23
A recent paper describes glycorandomisation, a
chemoenzymatic strategy that overcomes the limitations
in natural product derivatisation associated with both
solely chemistry-based approaches.24 This has led to the
synthesis of glycorandomised libraries with possibilities
for subsequent chemistry derivatisation.
A recent review has described how modifying enzymes
for use in organic solvents has opened up the use of
enzymes for the synthesis of new innovative medicines
such as carbohydrates and their incorporation in mod-
ern methods for drug development, such as combina-
torial chemistry.25References
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